INTRODUCTION {#s1}
============

In 1994, the PACTG 076-ANRS 024 trial showed the dramatic efficacy of zidovudine for the prevention of mother-to-child transmission of HIV: the rate of HIV transmission was reduced from 22.6% to 7.6% \[[@pctr-0020011-b001]\]. Since the release of this result, prophylactic use of zidovudine has been recommended in all industrialized countries \[[@pctr-0020011-b002]\]. To reduce the costs and increase the feasibility of this intervention in developing countries, short-course zidovudine, starting at 36 wk of pregnancy, was evaluated \[[@pctr-0020011-b003]--[@pctr-0020011-b007]\]. However, longer treatment durations proved more efficacious \[[@pctr-0020011-b008]\] and since 2004, the World Health Organization has recommended zidovudine initiation at 28 wk of gestation or as soon as possible thereafter, in women who do not need treatment for their own health or when antiretroviral combinations are not available \[[@pctr-0020011-b009]\].

Perinatal zidovudine exposure is associated with transient anaemia and neutropenia \[[@pctr-0020011-b010]--[@pctr-0020011-b013]\], and bone marrow toxicity of zidovudine, probably related to mitochondrial defects, remains a concern \[[@pctr-0020011-b014]--[@pctr-0020011-b016]\]. The impact of zidovudine exposure during pregnancy on haematological parameters of HIV-infected women has been assessed in several placebo-controlled studies. While one study showed a lower mean haematocrit at delivery in women exposed to zidovudine \[[@pctr-0020011-b004]\], other studies failed to demonstrate any effect of zidovudine exposure on haematological parameters \[[@pctr-0020011-b001],[@pctr-0020011-b005]\]. However, these studies involved modest sample sizes (*n* = 477 and *n* = 280, respectively), and haematological parameters were compared only at delivery.

METHODS {#s2}
=======

Objective {#s2a}
---------

The objective of the present study was to address the primary safety objective of the Perinatal HIV Prevention Trial 1 (PHPT-1) \[[@pctr-0020011-b008]\]. The PHPT-1 objective was to compare in HIV-infected women the safety and tolerance of long versus shortened zidovudine regimens for the prevention of mother-to-child transmission. In the present study, we assessed the evolution of haematological parameters, including haemoglobin level, leucocytes, absolute neutrophil counts, and total lymphocyte counts, from 26 wk of gestation to delivery.

Design {#s2b}
------

PHPT-1 was a randomized, controlled, double-blind clinical trial comparing the efficacy of various durations of prophylactic zidovudine for the reduction of mother-to-child HIV transmission. Details of this trial (ClinicalTrials.gov \[<http://clinicaltrials.gov/>\] identifier: NCT00386230), trial design and results have already been published \[[@pctr-0020011-b008]\]. The protocol received ethical clearance from the Ethics Committees of the Thai Ministry of Public Health, Chiang Mai University and the Harvard School of Public Health.

Setting {#s2c}
-------

The study was carried out in 27 hospitals throughout Thailand.

Participants {#s2d}
------------

The study population was composed of 1,436 HIV-infected pregnant women enrolled in the PHPT-1. To be eligible for PHPT-1, women had to have a haemoglobin level higher than 8 g/dl and an absolute neutrophil count higher than 750/mm^3^.

Intervention {#s2e}
------------

Pregnant women were randomly assigned to long or short duration of zidovudine. Women assigned to the long group received zidovudine from 28 wk of gestation to delivery. Women assigned to the short group received placebo from 28 wk of gestation and then received zidovudine from 35 wk to delivery.

Outcome Measures {#s2f}
----------------

Haematological measurements were first performed at the pre-entry visit, planned at 26 wk gestation, then at 32 and 35 wk gestation and at delivery upon admission to the maternity unit.

We defined anaemia as haemoglobin level lower than 11 g/dl following the conventional threshold proposed by the WHO guidelines for pregnant women in the third trimester \[[@pctr-0020011-b017]\]. We also used tables from the National Institutes of Health (NIH), National Institute of Allergy and Infectious Diseases (NIAID), Division of AIDS for grading the severity of anaemia \[[@pctr-0020011-b018]\]. Mild anaemia (grade 1) was defined as haemoglobin levels between 8.5 and 10.0 g/dl; moderate anaemia (grade 2) between 7.5 and 8.4 g/dl, severe anaemia (grade 3) between 6.5 and 7.4 g/dl and potentially life-threatening anaemia (grade 4) as lower than 6.5 g/dl. We defined leucopenia as leucocyte counts below 4,000/mm^3^; neutropenia as absolute neutrophil count below 1,500/mm^3^; and lymphopenia as absolute lymphocyte count below 1,000/mm^3^.

To identify possible inconsistencies, the haematological values of each woman were plotted in a chart and any value above or below 3 standard deviations of the mean were checked against the original laboratory result slip. Only 5 out of 19,000 measurements were found to be inconsistent and were recorded as missing.

For women who experienced haemorrhage-related transfusion, the haematological parameters immediately before and after transfusion were not taken into account. For women who experienced transfusion unrelated to a haemorrhage, the haematological parameters before transfusion were carried forward until delivery.

Statistical Methods {#s2g}
-------------------

The evolution of haematological parameters was examined between 26 wk of gestation and delivery, and the observed means at 26, 32, and 35 wk of gestation and at delivery were compared according to the treatment arms using Student\'s t-test.

To analyse the evolution of haematological parameters, mixed effects models were used to take into account correlations between measurements within the same woman and variability between women \[[@pctr-0020011-b019]\]. Because of possible treatment period interaction, instead of considering the treatment period as a whole, haematological evolutions were estimated during two periods: first, between the pre-entry visit (26 wk) and the 35-wk visit; and second, between the 35-wk visit and delivery, while all women were exposed to zidovudine. The regression coefficients were compared using the Wald\'s test.

The evolution of haematological parameters during the first period were compared between women randomly exposed to zidovudine versus placebo, after adjustment on variables at baseline, including maternal age, body mass index, HIV clinical stage, CD4 count, viral load, parity, education level, type of employment, and region of residence. As the first blood test was scheduled two weeks prior to zidovudine initiation, the zidovudine exposure was used as a time-varying variable.

The evolution of haematological parameters during the second period were compared between the two groups of women according to their previous exposure to zidovudine between 28 to 35 wk of gestation, after adjustment on the variables mentioned above and the value of the considered haematological parameter at 35 wk of gestation.

The predicted values of each haematological parameter were estimated at 35 wk and at delivery. The goodness of fit of the models was checked by plotting the residuals. The *p*-values reported are two-tailed, and an alpha level of 0.05 was used to assess statistical significance.

All analyses were performed using SAS statistical software (version 8.2, SAS Institute, <http://www.sas.com>).

RESULTS {#s3}
=======

Participants and Baseline Data {#s3a}
------------------------------

The baseline characteristics of 1,436 pregnant HIV-infected women included in the PHPT-1 trial between June 1997 and December 1999 have already been described \[[@pctr-0020011-b008]\]. The main characteristics are described in [Table 1](#pctr-0020011-t001){ref-type="table"}, and participant flow is described in [Figure 1](#pctr-0020011-g001){ref-type="fig"}. In total, 667 HIV-1 women were randomized to the short zidovudine regimen and 769 women to the long regimen.

###### 

Maternal Characteristics at 26 Wk Gestation According to Randomization Arm

![](pctr.0020011.t001)

![Flow of Participants](pctr.0020011.g001){#pctr-0020011-g001}

In the entire study population, at pre-entry visit planned at 26 wk of gestation, the median (interquartile range \[IQR\]) haemoglobin level was 10.7 (10.0 to 11.4) g/dl, the leucocyte count was 8,670 (7,200 to 10,300) cells/mm^3^, the absolute neutrophil count was 6,002 (4,896 to 7,300) cells/mm^3^, and the absolute lymphocyte count was 1,919 (1,476 to 2,425) cells/mm^3^.

Median (IQR) length of gestation was 39.0 (38.0 to 40.0) wk. Median gestational ages at pre-entry and at randomization visit were 25.7 (24.6 to 26.4) wk and 27.9 (27.3 to 28.1) wk, respectively. The median duration of the first period (pre-entry to 35-wk visit) and the second period (35-wk visit to delivery) considered for analysis were 9.0 (8.0 to 9.9) wk and 4.3 (3.9 to 4.8) wk, respectively. The durations of the periods did not differ significantly according to randomization arms.

Outcomes {#s3b}
--------

The observed evolutions of the mean haemoglobin, leucocyte, absolute neutrophil count, and absolute lymphocyte count, between 26 wk of gestation and delivery, are presented in [Figure 2](#pctr-0020011-g002){ref-type="fig"} by randomization arms. The mean haemoglobin level increased steadily between 26 wk and delivery in women randomized to the short regimen ([Figure 2](#pctr-0020011-g002){ref-type="fig"}A). In women randomized to the long regimen, haemoglobin decreased slightly from 26 to 32 wk, and then increased until delivery. The mean haemoglobin levels, similar at pre-entry in both groups, were significantly lower in women randomized to the long regimen at 32 and 35 wk gestation and, to a lesser extent, at delivery. The mean leucocyte ([Figure 2](#pctr-0020011-g002){ref-type="fig"}B) and neutrophil ([Figure 2](#pctr-0020011-g002){ref-type="fig"}C) counts decreased slightly until 35 wk and then increased sharply until delivery, with a more rapid decrease and subsequent increase in women randomized to the long regimen. The mean counts were significantly lower at 32 and 35 wk gestation in women randomized to the long regimen, but did not differ between the two groups at delivery. The lymphocyte counts ([Figure 2](#pctr-0020011-g002){ref-type="fig"}D) remained stable until 35 wk of gestation and then increased until delivery, with no difference between the two groups.

![Haematological Parameters between 26 Weeks\' Gestation and Delivery in HIV-Infected Women According to Zidovudine Exposure\
Measurements occurred at the same visit in the two groups. All values are expressed as means and 95% CIs. Comparison of long (zidovudine exposure from 28 wk of gestation) versus short (zidovudine exposure from 35 wk of gestation) regimens was done by Student\'s t-test. Broken line, short arm; solid line, long arm. \**p* \< 0.05, \*\**p* \< 0.01, \*\*\**p* \< 0.001.\
(A) Haemoglobin level.\
(B) Leucocyte counts.\
(C) Absolute neutrophil counts.\
(D) Absolute lymphocyte counts.](pctr.0020011.g002){#pctr-0020011-g002}

We have also presented the evolution of the haematological parameters from a safety perspective. [Table 2](#pctr-0020011-t002){ref-type="table"} presents the percentages of women with anaemia at different severity grades (following the WHO guidelines \[[@pctr-0020011-b017]\] as well as those of the table of the National Institutes of Health, National Institute of Allergy and Infectious Diseases, Division of AIDS \[[@pctr-0020011-b018]\]) and the percentages of leucopenia, neutropenia, and lymphopenia at pre-entry, at 32 and 35 wk of gestation, and at delivery, according to the randomization arms.

###### 

Distribution of Anaemia, Leucopenia, Neutropenia, and Lymphopenia in HIV-Infected Pregnant Women, According to Randomization Arms

![](pctr.0020011.t002)

Between the pre-entry and 35-wk visits, we found that, after adjustment on variables at baseline, zidovudine intake still had a negative impact on the evolution of haemoglobin level, leucocyte counts, and absolute neutrophil counts, as shown by the mean (95% confidence interval \[CI\]) decrease associated with exposure to zidovudine, −0.4 (−0.5 to −0.3) g/dl/wk, *p* \< 0.001; −423 (−703 to −142) cells/mm^3^/wk, *p* = 0.003; −485 (−757 to −213) cells/mm^3^/wk, *p* \< 0.001, respectively ([Table 3](#pctr-0020011-t003){ref-type="table"}). Zidovudine exposure, however, had no negative impact on the evolution of absolute lymphocyte counts (166 \[0 to 332\] cells/mm^3^/wk, *p* = 0.05).

###### 

Association between Zidovudine Exposure on the Haematological Measurements Evolution in HIV-Infected Pregnant Women According to Randomization Arms

![](pctr.0020011.t003)

During the second period, between the 35-wk visit and delivery, after adjustment, the haemoglobin level, leucocyte count, and absolute neutrophil count increased significantly faster in women randomized to the long regimen than women in the short regimen, as shown by the mean (95% CI) increase associated with exposure to zidovudine of 0.1 (0.0 to 0.1) g/dl/wk, *p* \< 0.001, 105 (18 to 191) cells/mm^3^/wk, *p* = 0.02, 147 (59 to 234) cells/mm^3^/wk, *p* = 0.001, respectively. There were no differences in the absolute lymphocyte counts ([Table 3](#pctr-0020011-t003){ref-type="table"}).

The predicted means are described in [Table 3](#pctr-0020011-t003){ref-type="table"}.

Other than zidovudine exposure, the factors independently associated with a negative evolution of haematological parameters were low body mass index, multiparity, low CD4 count, an advanced HIV clinical stage, and high baseline viral load (unpublished data).

Blood Transfusions {#s3c}
------------------

Overall, eight (0.6%) pregnant women received blood transfusions. All were exposed to zidovudine from 28 wk gestation (8/754 versus 0/656, *p* = 0.01). Among these women, two were transfused because of a haemorrhage (at delivery and at 7 d before delivery). One woman with a thalassemia trait received packed red cell transfusions at 45 and 37 d before delivery. The remaining five women were transfused at 0, 2, 4, 25 and 64 d before delivery because of anaemia, including one woman with a haemoglobin level of 4.6 g/dl who delivered a stillborn.

DISCUSSION {#s4}
==========

Interpretation {#s4a}
--------------

This study showed that women initiating zidovudine at 28 wk gestation had a transient decrease of haemoglobin level, leucocytes count, and absolute neutrophil count compared to women initiating zidovudine at 35 wk. However, by the time of delivery this initial decrease reversed in women randomized to the long regimen as compared to women randomized in the short regimen, except for haemoglobin levels, which remained lower by 0.2 (0.1 to 0.3) g/dl in women with longer exposure to zidovudine. No negative effect of zidovudine exposure could be detected on the lymphocyte count evolution from 26 wk of gestation to delivery.

This analysis confirms that the severity of haematological toxicity of zidovudine is associated with the duration of exposure. Indeed, at delivery, the percentages of grade 4 anaemia were higher in women randomized to the long regimen as compared with those randomized to the short regimen (0.9% versus 0.0%, respectively). Although adverse events such as severe anaemia, leucopenia, neutropenia, and lymphopenia were uncommon, they should not be taken lightly because of their life-threatening potential. Yet the rate of women who were transfused was of the same magnitude as has been seen in other studies of HIV-uninfected women not receiving zidovudine \[[@pctr-0020011-b020],[@pctr-0020011-b021]\]. No woman stopped the study treatment because of haematological toxicity, although one woman exposed to zidovudine from 28 wk of gestation developed severe anaemia and delivered a stillborn. This woman presented at pre-entry biological parameters known to be associated with anaemia, such as low CD4 count (80 cells/mm^3^) and high HIV RNA viral load (5.33 log copies/ml) \[[@pctr-0020011-b022]--[@pctr-0020011-b024]\].

Women in the study were provided with iron supplementation, according to the national recommendation \[[@pctr-0020011-b025]\]. However, we had no information about adherence to this recommendation. As the duration of zidovudine exposure was assigned randomly, supplementation is likely to be balanced among the randomized groups in each site and should not have been a source of bias.

More than 90% of the laboratory results for haemoglobin level, leucocyte count, and neutrophil count were available at each visit, with no difference between the randomization arms. Using the complete data method, the sample size remained large enough to demonstrate small statistical differences, even if the clinical significance appears small. For the lymphocyte counts, however, only 33% of the laboratory results were available at 32 and 35 wk of gestation and at delivery. It is possible that the absence of significant difference in lymphocyte evolution between the two groups could be explained by a lack of power.

Generalizability {#s4b}
----------------

The observed evolution pattern of haematological parameters in women randomized to the short regimen was similar to the physiologic evolution generally described in pregnant women during the third trimester of pregnancy \[[@pctr-0020011-b026]\]. In contrast, in women randomized to the long regimen, the evolution of the haemoglobin, leucocytes, and neutrophils was significantly slowed down until 35 wk, followed by a clear catch-up phenomenon during the last weeks of pregnancy. It should be noted that, in the absence of a control group of women receiving no zidovudine during pregnancy, it is impossible to evaluate the actual impact of zidovudine from 35 wk of gestation until delivery. It is likely that, in the absence of zidovudine exposure, the values of haematological parameters at delivery would have been higher, and this may explain, in part, the apparent convergence of the two groups at delivery.

Interestingly, the 37.4% prevalence of anaemia (haemoglobin \<11 g/dl) at delivery, observed in our study was similar to recent national estimates of 38.6% in Thailand \[[@pctr-0020011-b027]\]. Our results on the potential toxicity of zidovudine during pregnancy cannot be directly compared with other studies because of the different durations of zidovudine exposure, haematological parameters considered, and overall study designs. In a placebo-controlled trial of the efficacy of a short course zidovudine regimen from 36 wk gestation in Thailand, pregnant women exposed to zidovudine had a significantly lower mean haematocrit than unexposed women, 31.9% versus 33.0%, *p* = 0.03 \[[@pctr-0020011-b004]\]. In our study, the mean haematocrit level at delivery was higher---34.8% in women exposed to zidovudine from 35 wk (unpublished data). The absence of difference in the mean haemoglobin level at delivery in two other placebo-controlled trials may be explained by their relatively limited sample size \[[@pctr-0020011-b001],[@pctr-0020011-b005]\].

From 26 wk of gestation to delivery, CD4 counts less than 200 cells/mm^3^, HIV RNA viral load higher than 50,000 copies/ml, and an advanced HIV clinical stage were independently associated with a negative evolution of the haematological parameters. Similar findings have already been reported \[[@pctr-0020011-b022],[@pctr-0020011-b023]\], emphasising the need for systematic CD4 testing during pregnancy and access to highly active antiretroviral therapy for immunocompromised women \[[@pctr-0020011-b024]\]. This result is consistent with the hypothesis that HIV, per se, may be associated with the development of anaemia, presumably because of direct effects of the virus on bone marrow suppression and reduction of erythropoietin production and response \[[@pctr-0020011-b028]--[@pctr-0020011-b032]\].

Overall Evidence {#s4c}
----------------

The benefit of early zidovudine initiation, namely, its greater efficacy in reducing perinatal transmission \[[@pctr-0020011-b008]\], is not outweighed by significant disadvantages for the mother in terms of toxicity. As more and more women receive antiretroviral therapies during pregnancy, monitoring of the haematological effects of these therapies remains paramount to ensure their safety.
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======================

###### 

(27 KB PDF)

###### 

Click here for additional data file.

###### 

(336 KB PDF)

###### 

Click here for additional data file.

###### Statistical Analysis Plan

(22 KB PDF)

###### 

Click here for additional data file.

We would like to thank all the investigators who collaborated in the trial, Dr. René Ecochard for his advice on the statistical analysis, Intira Collins for her editing of the manuscript, and Kanchana Than-in-at for administrative help.

**Competing Interests:** The authors have declared that no competing interests exist.

**Funding:** The US National Institutes of Health, Fogarty International, Thai Ministry of Public Health, Institut de Recherche pour le Développement, Institut National d\'Etudes Démographiques, and Thai Department of Technical and Economic Cooperation provided the funds to carry out the clinical trial. Nelly Briand, a PhD student, was given a Agence Nationale de Recherches sur le Sida et les Hépatites Virales (ANRS) scholarship. None of the sponsors was directly involved in the collection, analysis, and interpretation of data; writing of the paper; and decision to submit it for publication.

Author Contributions {#s6a}
====================

N. Briand, M. Lallemant, P. Traisathit, and S. Le Coeur designed the study. N. Briand and P. Traisathit analyzed the data. M. Lallemant, S. Techapalokul, P. Tunthanathip, S. Suphanich, and T. Chanpoo enrolled patients. N. Briand, M. Lallemant, G. Jourdain, S. Techapalokul, P. Tunthanathip, S. Suphanich, T. Chanpoo, P. Traisathit, K. McIntosh, and S. Le Coeur wrote the paper. M. Lallemant was the PI of the clinical trial. K. McIntosh was substantially involved in the original conception and design of the protocol on which this study is based (in the 1990s). He was also involved in initial concept and early discussions of this particular "study" (that is, the analysis of haematologic parameters in the women).

CI

:   confidence interval

IQR

:   interquartile range

PHPT-1

:   Perinatal HIV Prevention Trial 1
